Generation of animal models. To generate conditional Brap knockout mice, a targeting vector was designed to display a long homologous region of 5.9 kb and a short homologous region of 2.6 kb, isogenic with the Brap locus in the 129Sv/Pas ES cell line that was used for recombination. Two loxP (fl) sites were inserted, flanking exon 6 and leading to a frame shift and the generation of a premature stop codon in exon 7 after Cre recombination. The
/J) and induced Cre expression in 10 week old mice by injection of 40 mg/kg BW tamoxifen on 5 days. Analysis was performed 3 weeks after the end of injection.
In addition to the conditional knockout mice, we also generated non-tissue specific (general) For quantification of mono-and bi-nucleated cardiomyocytes we isolated neonatal cardiomyocytes from 4 day old mice. Hearts were dissected and subsequently digested in 1 ml 0.1% Collagenase II (Worthington) (in sterile PBS) per heart for 18 min at 37°C
(shaking). Afterwards, 1ml medium (DMEM incl. Glucose 4,5 g/l + 15% FCS + 1% P/S + 1% non-essential amino acids) was added and cells were washed two times with medium. Cells were plated and cultivated overnight on gelatin-coated chamber slides.
Cells were washed with PBS and fixation was performed with Methanol/Aceton (10 min, -20°C). For identification of cardiomyocytes, cells were stained with sarcomeric α-actinin antibody (Sigma-Aldrich) and nuclei were visualized with DAPI.
Forcell cycle analysis by flow cytometry, cardiomyocytes were enzymatically isolated using collagenase type II (Worthington) as specified above and stained with sarcomeric α-actinin antibody (Sigma-Aldrich) and FITC-labeled secondary antibody to discriminate cardiomyocytes from other cell types, followed by propidium iodide staining (SigmaAldrich). The cells were analyzed using a FACS Canto II flow cytometer and FACS Diva software (BD Biosciences, Germany). All analyses were conducted with the examiner blinded towards the group assignment.
Western Blot and Real-time RT PCR. Protein lysates from homogenized mouse hearts
were subjected to Western Blot analysis using antibodies against GAPDH (Bio Trend) , 
